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Introduction {#sec001}
============

Boron neutron capture therapy (BNCT) requires the selective delivery of boron-10 (^10^B) to tumor cells \[[@pone.0222022.ref001]\]. Following irradiation with neutrons, the nuclear capture and spontaneous fission reactions produce ^4^He and ^7^Li nuclei along with 2.4 MeV. These high-linear energy transfer (LET) particles travel less than ten micrometers from their sites of origin; therefore, they are only lethal to those cells that bind or internalize ^10^B in sufficient concentrations \[[@pone.0222022.ref002]\]. The effectiveness of BNCT is dependent upon the amount of ^10^B delivered per cell. BNCT has been used in the experimental treatment of a number of different tumors, such as Glioblastoma \[[@pone.0222022.ref003]\] \[[@pone.0222022.ref004]\] \[[@pone.0222022.ref005]\], skin melanomas \[[@pone.0222022.ref006]\], head and neck cancer *\[[@pone.0222022.ref007]\]*, mesothelioma \[[@pone.0222022.ref008]\], and diffuse liver metastases and could provide a useful treatment option for tumors that are unaffected by conventional therapies or that are difficult to remove surgically \[[@pone.0222022.ref009]\]. When metastases spread through an entire organ, the use of a selective BNCT agent might allow the selective destruction of each of the individual cells of the tumor nodules without requiring their selective irradiation (13). Selective ^10^B incorporation into cancer cells requires boron carrier molecules that exhibit a particular affinity toward the targeted cells \[[@pone.0222022.ref010]\]. A wide range of boron carriers has been designed, synthesized, and evaluated during the past several decades, including liposomes \[[@pone.0222022.ref011]\] \[[@pone.0222022.ref012]\]. Liposomes are slightly more advantageous for the selective delivery of ^10^B to murine EMT-6 tumors due to increased tumor cell growth rates and the incorporation of liposome components into the cellular membrane \[[@pone.0222022.ref013]\] \[[@pone.0222022.ref014]\] \[[@pone.0222022.ref015], [@pone.0222022.ref016]\]. Additionally, the often tortuous and leaky tumor vasculature allows the accumulation of boron within the tumor interstitium. Liposome delivery to the tumors depends upon the blood supply to the tumors, with a higher blood supply resulting in a higher ^10^B accumulation and lower blood supply culminating in lower boron accumulation in the tumors.

Macrophage/monocytes are professional phagocytes and phagocytize cell debris, foreign particles such as bacteria, fungi and parasites or liposomes and other particles of similar size. The phagocytosis of liposomes results in boron accumulation in macrophages/monocytes. Neutron irradiation may result in BNCT reaction and the energy released could modify macrophages to either tumor promoting or tumor inhibiting phenotype. Macrophage polarization is the hallmark of the innate immune response against cancer and pathogenic invasion. The extent of macrophage modification is dependent on the microenvironmental factors and decides the fate of macrophage polarization. The polarization of macrophages is multifaceted due to the plasticity of macrophages which can accommodate signals from pathogens, injured tissues, and the basal tissue microenvironment. The polarization of macrophages is under the control of pathways which regulate the survival of the cell by either prolonging or reducing macrophage development and viability. The tissue microenvironment, microbial products, and cytokines decide the fate of macrophage polarization. The activation of macrophages influences other branches of the immune system due to these cells being the essential modulators and effectors of the immune response. A hypothesis put forward that subsets of T helper cells can be distinguished based on the cytokines secreted after their activation. These subsets mediate distinct regulatory and effector functions \[[@pone.0222022.ref017]\]. In 1960s Mackaness introduced the term macrophage activation (classical activation) about infection to describe the antigen-dependent but non-specific anti-microbial response of macrophages to BCG (bacillus Calmette-Guerin), and Listeria upon subsequent exposure \[[@pone.0222022.ref018]--[@pone.0222022.ref029]\]. Later the enhanced microbicidal activity was linked to T helper type 1 responses, along with IFNγ release by antigen-activated immune cells \[\[[@pone.0222022.ref030]\]\] and these microbicidal effects regulated by TH1 and IFNγ also account for cytotoxic and antitumoral effects (\[[@pone.0222022.ref031], [@pone.0222022.ref032]\]). Stein, Doyle, and colleagues postulated that IL-4 and IL-13 induces an alternative activation phenotype due to the discovery of the mannose receptor which selectively enhances the TH2 response in murine macrophages. The alternative activation is an entirely different phase than classical activation, but different from deactivation. In other words, the lack of a classical activation does not entail loss of activation \[[@pone.0222022.ref033], [@pone.0222022.ref034]\].

Macrophages in mice with TH1 and TH2 backgrounds differed in the propensity to react to the classic stimuli (IFNγ or lipopolysaccharide or both). The ability to respond to stimuli carves a vital difference in metabolic pathways in macrophages. The macrophage nomenclature of M1 and M2 is similar and based on the activation of the T helper type cells, i.e., the macrophages which activate TH1 cells belong to the M1 phenotype, while M2 macrophages activate TH2 cells. For example, M1 macrophages following LPS or IFN stimuli release toxic nitric oxide (NO), while M2 macrophages release polyamines (\[[@pone.0222022.ref035], [@pone.0222022.ref036]\]). The official report for the alternative activation of macrophages in vivo similar to the observation of Mackness for pathogens came from the observation of Allen, de Baetselier, Brombacher, and colleagues in parasite infection. The parasite elicits a strong IgE and TH2 response \[\[[@pone.0222022.ref037]\]\]. Montavani and colleagues grouped the macrophage activating factors in two functionally polarized states to integrate the phenotypic similarities and differences. The macrophages were grouped based on their effects on select markers as M1 (IFNγ and LPS or TNF-α), M2a (IL-4), M2c {IL-10 and glucocorticoids (GCs).

Results {#sec002}
=======

Optimizing the boron delivery to the EMT-6 tumors for effective boron neutron capture therapy (BNCT) {#sec003}
----------------------------------------------------------------------------------------------------

We evaluated the boron accumulation in EMT-6 tumors of different sizes and observed that boron accumulation was extremely low in larger tumors (approximately 400 mg) but was significantly higher in smaller tumors (approximately 100 mg) ([Fig 1A](#pone.0222022.g001){ref-type="fig"}). These results suggest smaller EMT-6 tumors are more amenable to boron delivery. We further tested the boron distribution by incorporating fluorescein dye in liposome in order to track the boron distribution in tumors of varying size. distribution. We observed the uniform distribution of fluorescence in small tumors while fluorescence in large tumors was spotty and did not cover the large tumor area. ([Fig 1B](#pone.0222022.g001){ref-type="fig"}). We evaluated the necrosis present in EMT-6 tumors ranging from 100--400 mg in size. Various 10-μm cryosections of the EMT-6 tumors revealed that necrosis progressively increases with the size of the tumor ([Fig 1C](#pone.0222022.g001){ref-type="fig"}). These regions represent oxygen deprivation areas \[[@pone.0222022.ref038]\] \[[@pone.0222022.ref039]\] and \[[@pone.0222022.ref040]\] hence cell death by mostly necrosis.

![Higher accumulation of boron in small tumors than large tumors due to necrosis and receding blood vessels.\
**A.** EMT-6 cells, at a density of 1X10^6^ cells per mouse in BALB/c mice (n = 5/set), were injected to induce tumors (100--400 mg) followed by injection of TAC and MAC-containing liposomes for different time points (18--72 hrs). The tumors were harvested and blood was collected in heparinized tubes to prevent clotting and contents were determined by ICP-OES. **B.** BALB/c mice (n = 5/set) received EMT-6 cells, at a density of 1X10^6^ cells per mouse, in the right flank. Mice were euthanized at different times to harvest tumors (100-400mg). Harvested tumors were fixed and cryoprotected using 4% paraformaldehyde and 30% sucrose in PBS. Next, 10-μm sections were cut using a cryostat and stained with EtBRIII to evaluate necrosis. **C.** BALB/c mice (n = 5/set) received EMT-6 cells in their right flank at a density of 1X10^6^ cells per mouse. Mice were injected with fluorescent MAC-TAC liposomes for optimal time point of 54 hrs before euthanization at different times to harvest the tumors of different sizes (100-400mg). The tumors were then fixed and cryoprotected using 4% paraformaldehyde and 30% sucrose in PBS. Next, 10-μm sections were cut using a cryostat and observed under the fluorescent microscope and picture taken. **D.** BALB/c mice (n = 5/set) received EMT-6 cells in their right flank at a density of 1X10^6^ cells per mouse. Mice were euthanized at different times to harvest the tumors of different sizes (100-400mg). The tumors were then fixed and cryoprotected using 4% paraformaldehyde and 30% sucrose in PBS. Next, 10-μm sections were cut using a cryostat and stained with anti-CD31 antibody labeled with FITC for blood vessel analysis. Statistics student unpaired t-Test was used to determine the significance between each point and groups. \* = P value of ≤ 0.05, \*\* = P value of ≤ 0.01, \*\*\* = P value of ≤ 0.001.](pone.0222022.g001){#pone.0222022.g001}

Blood vessels are vital for the growth and development of tumors and the delivery of nutrients and drugs. As we have shown above, boron distribution is affected by tumor size. We examined tumor vasculature by staining tumor sections with an anti-CD31 antibody labeled with Fluorescein Isothiocyanate (FITC). CD31 staining of the EMT-6 tumor sections revealed that smaller EMT-6 tumors have a higher amount of CD31 staining than the larger EMT-6 tumors ([Fig 1D](#pone.0222022.g001){ref-type="fig"}).

Immunomodulatory effect of BNCT in EMT-6 tumors {#sec004}
-----------------------------------------------

After optimizing the delivery of boron compounds in tumor tissue, we then moved to irradiation studies. One set of EMT-6 tumor laden mice received neutron irradiation, and the second set did not receive radiation but only the liposomes for biodistribution. Time kinetics of of boron distribution in tumor and blood revealed that tumors had approximately 60 ppm of boron and blood had 10 ppm of boron ([Fig 2A](#pone.0222022.g002){ref-type="fig"}). The optimal tumor/blood ratio and optimal boron concentration in tumors was observed 54 hrs post systemic delivery of boron-rich liposomes. We used 54 hrs as optimal time point for optimal boron dose in all our irradiation experiments. We used this time point for all the irradiation studies. In the blood, peripheral blood mononuclear cells (PBMCs) are most likely to assimilate liposomes and hence boron, than other components of the blood.

![Systemic delivery of boron-rich liposomes affects tumor growth via modulation of PBMCs.\
***A*.** EMT-6 (n = 5/set) tumor-bearing BALB/c mice were injected with TAC/MAC liposomes for different time points. Mice were euthanized followed by the collection of tumors and blood from these mice. Boron levels in tumor and blood were analyzed using ICP-ES. ***B*.** BALB/c mice (n = 5/set) were implanted with EMT-6 cells in the right flank. The mice were irradiated using a neutron beam for 30--45 mins followed by resting of the mice for 24 hrs to reduce the radioactivity in mice occurring due to irradiation. Blood was collected from irradiated and non-irradiated mice in EDTA-containing tubes to prevent clotting. Blood was diluted with 1XPBS 10 times and layered onto histopaque to isolate PBMCs by density centrifugation. The isolated cells were washed and mixed with trypan blue to assess the viability using an automatic cell counter. ***C*.** The PBMCs collected in [Fig 2B](#pone.0222022.g002){ref-type="fig"} were lysed using RNA lysis buffer provided with RNA isolation kit and RNA isolated. cDNA was prepared using cDNA kit followed the analysis for IL-12 and IL-10 using real-time PCR probes. ***D*.** EMT-6 tumor-bearing BALB/c mice (n = 5/set) were injected with TAC/MAC liposomes for 54 hrs followed by irradiation of mice for 30--45 mins. Tumors were allowed to grow in mice following irradiation till the tumors in neutron only irradiated mice reached to one gram. Statistics student unpaired t-Test was used to determine the significance between each point and groups. \* = P value of ≤ 0.05, \*\* = P value of ≤ 0.01, \*\*\* = P value of ≤ 0.001.](pone.0222022.g002){#pone.0222022.g002}

Analysis of blood following irradiation revealed that irradiation did not cause damage to the PBMCs despite these cells carrying boron which is why the total population of PBMCs remain unchanged ([Fig 2B](#pone.0222022.g002){ref-type="fig"}). IL-12 is a known anti-tumor cytokine and also protect against infection caused by invading pathogens. In tumor microenvironment the intruding macrophages are modified to suppress IL-12 expression and enhance IL-10 expression. IL-10 suppresses anti-tumor immune response by modifying macrophages to release tumor promoting factors. Analysis of expression of IL-12 and IL-10 suggested that the PBMCs switched their phenotype to anti-tumor phenotype with increased levels of interleukin-12 (IL-12) and decreased IL-10 levels ([Fig 2C](#pone.0222022.g002){ref-type="fig"}). We observed that irradiation of EMT-6 tumor-bearing mice significantly inhibited tumor growth in these mice. The point of significance in the tumor growth inhibition started at around 15 days (P = 0.04) and kept on increasing till the time study was ended at 22 days (P = 0.001) due to large tumor sizes and discomfort and restricted movement of neutron only irradiated mice ([Fig 2D](#pone.0222022.g002){ref-type="fig"}).

Time kinetics of boron distribution following direct tumor injection of boron-rich lipososmes suggested that the boron concetration did not decrease substantially ([Fig 3A](#pone.0222022.g003){ref-type="fig"}). Direct injection of boron-rich liposomes into tumor did not have any effect on PBMCs cytokine profile following irradiation which remained as low IL-12 and high IL-10 levels ([Fig 3B](#pone.0222022.g003){ref-type="fig"}). Caspases play important roles in the induction of cells. The caspase staining with FLICA (Fluorescent inhibitor of Caspase) to assess apoptosis following irradiation revealed that the tumors injected directly with boron-rich liposomes has significantly elevated caspase activity than the systemic delivery of boron-rich liposomes to the tumors ([Fig 3C](#pone.0222022.g003){ref-type="fig"}). Irradiation of tumor-bearing mice following direct injection of boron-rich liposomes did not show increased inhibition of EMT-6 tumor growth despite the presence of boron at more than double the concentration compared to intravenous delivery ([Fig 3D](#pone.0222022.g003){ref-type="fig"}). Infact the inhibition of tumor growth did not reach the point of significance.

![Direct tumor injection of TAC/MAC liposomes did not affect the cytokine profile and tumor growth as compared to neutron only irradiation.\
***A*.** EMT-6 (n = 5/set) tumor-bearing mice received the direct tumoral injection of TAC/MAC liposomes for indicated time points followed by collection of blood and tumors. The blood and tumor tissues were analyzed for boron by ICP = OES. **B.**BALB/c mice (n = 5/set) were impanted with EMT-6 cells and blood was collected following irradiation of mice. The PBMCs were analysed for IL2 and IL-10 cytokine levels by RT-PCR. ***C*.** Tumors isolated from above mice were fixed and cryoprotected using 4% paraformaldehyde and 30% sucrose in PBS. Next, 10-μm sections were cut using a cryostat and stained with FLICA and pictures taken under a fluorescence microscope. ***D*.** BALB/c mice (n = 5) were implanted with EMT-6 cells in the right flank. Mice were injected with TAC/MAC liposomes directly into the tumor followed by neutron irradiation. The tumors were then allowed to grow in mice till the control tumors (neutron only) reached the size of 1gram or mice had problems in walking or deterioration of overall health. Statistics: Unpaired student t-Test was used to determine the significance between each point and groups. \* = P value of ≤ 0.05, \*\* = P value of ≤ 0.01, \*\*\* = P value of ≤ 0.001.](pone.0222022.g003){#pone.0222022.g003}

Discussion {#sec005}
==========

Selective delivery of boron forms the basis of effective BNCT for the treatment of solid tumors \[[@pone.0222022.ref041]\] \[[@pone.0222022.ref001]\]. The capture of low-energy neutrons by ^10^B results in fission reactions leading to the generation of high energy He2+ and Li3+ particles which traverse the path of 5--10 μm in diameter from initial point and hence are lethal to the cells carrying boron in sufficient concentrations. The results of our study indicate that boron distribution in the tumors is critical for effective BNCT therapy. We have shown that the size of the tumor is inversely proportional to the accumulation of boron compounds. We have further demonstrated that the reasons for low boron distribution include the high levels of necrosis and the fewer number of blood vessels observed in larger EMT-6 tumors. In other words, vascularization of EMT-6 tumors is inversely proportional to the necrosis in these tumors. Further vascularization of EMT-6 tumors directly proportional to the distribution of boron rich liposomes in these tumors and thus affect the efficiency of BNCT in treating the mammary tumors. Our results further reveal that boron-rich liposomes assimilated by PBMCs activated and modified these cells to an anti-tumor phenotype and aided in the inhibition of tumor growth. We observed that the tumor growth following systemic or direct tumor delivery of boron-rich liposomes revealed that the initial effects of irradiation in terms of caspase activity was higher in tumors directly injected with boron-rich liposomes than tumors receiving boron-rich liposomes systemically, however the long term effect on tumor growth were significantly higher in tumors receiving boron-rich liposomes systemically. These results suggest that vascular and liposomal delivery of boron compounds might have immunomodulatory effects and hence overtakes the overall impact on tumor growth. Eventhough the initial caspase activity is higher in tumor sections and cells obtained from the mice receiving direct tumoral injecrtion of boron rich liposomes, but overall tumor inhibition is lower than in the mice receiving systemic delivery. The plausible reason for the differential effect could be that intra-tumoral boron delivery produces acute effects while immune system modulation could produce long lasting effect. Similar, plausible immunomodulatory effects were seen in a study where rats implanted with colon tumors in both right and left legs followed by exposure to neutron beam in one leg resulted in significant reduction of tumors non-exposed leg \[[@pone.0222022.ref042]\]. In this study boronophenylalanine (BPA) as a source of boron for BNCT reaction \[[@pone.0222022.ref042]\]. Furthermore, cancer cells damaged by irradiation can also undergo autophagy to chew-up the damaged part to prevent cell death \[[@pone.0222022.ref043]\]. In this study, we are showing initial results where boron-rich liposomes can modify the PBMCs to antitumor phenotype.

Radiation therapy is the conventional treatment modality along with chemotherapy following surgical removal of tumor tissue to prevent relapse perpetrated by residual tumor tissue or cells. These therapies, however also result in severe side effects in patients thereby affecting their quality of life. There are two forms of radiation therapy, one is whole body irradiation therapy or radiation of exposed part making it somewhat taregeted, however the radiation does not differentiate between cancerous or non-cancerous tissue or cells, and the other is a specific therapy where radiation only affects the cells carrying the target molecule. In our study we observed little to no boron distribution in tissues such as heart, brain, kidney and lungs thereby preventing off target effects. We did not see the irradiation effects on noncancerous tissue probalby due to low boron distribution and hence proving our initial point of BNCT being a more targeted therapy than other forms of irradiation. The immunomodulatory effects occurring due to systemic delivery of boron molecules needs to be studied comprehensively. We are sharing our initial observation here for the scientific community so that it can ponder upon the therapeutic effects of BNCT before writing it off as another means of radiation therapy. BNCT has the potential to become an essential form of treatment for various cancers. However, most of the compounds developed for use in BNCT generally do not demonstrate significant inhibition of tumor growth, which could be the result of poor distribution of boron in tumors and also the mode of delivery. We suggest that for BNCT to be an effective therapy for inhibition of tumor growth or prevention of relapse in patients, the delivery of boron-rich compounds should be systemic and by nano drug delivery systems. The nano-delivery systems will deliver boron to the PBMCs which might activate these cells and help in the elimination of tumors.

Materials and methods {#sec006}
=====================

Animals {#sec007}
-------

All work was performed by the general protocols of animal care, and experimental design committee and the experiments outlined in this study are on file and have been approved by the University of Missouri Committee on the Humane Care of Laboratory Animals (CHCLA). All animal caretakers and laboratory personnel have appropriate approvals based on specific American Association for Laboratory Animal Care (AALAC)-approved training programs. The facilities are regularly inspected by University Committee and by unannounced visits directed by the Federal Government. We obtained BALB/c mice from Harlan Sprague (Indianapolis, IN). Minimum of 10 mice were used in all the mice experiments listed in this study. All the animal experiments were done according the ACUC protocol \# 7993.

Reagents, and cell lines {#sec008}
------------------------

We purchased Distearoyl-*sn*-glycero-3-phosphocholine (DSPC) from Avanti Polar Lipids (Alabaster, AL), Cholesterol from Sigma-Aldrich (St. Louis, MO) and syringe filters from Corning (Lowell, MA). The Sephadex G-25 gel used in the study was purchased from Sigma-Aldrich (St. Louis, MO). We bought the anti-CD31 FITC antibody from Thermo Fisher Scientific (Rockford, IL), the tissue-freezing medium from the Molecular Cytology Core Facility (University of Missouri, Columbia, MO), the EtBRIII (necrosis study) from Enzo Life Sciences (Farmingdale, NY). Lastly, the EMT-6 cells from ATCC (Manassas, VA).

MAC/TAC liposome preparation {#sec009}
----------------------------

First, 0.1675 g of 1,2-distearoyl-*sn*-glycero-3-phosphocholine (DSPC) was added to a 16 x 100 mm glass tube. Next, 0.0820 g of cholesterol (Sigma-Aldrich, St. Louis, MO) and 0.0505 g K\[*nido*-7-CH~3~(CH~2~)~15~−7,8-C~2~B~9~H~ll~\] (MAC) was added to achieve 0.3 g total of a 1:1:0.6 molar ratio of the respective components. The mixture was dissolved in chloroform and methanol before being vortexed, dried by a nitrogen stream until a film formed and then further dried for 12 hrs in a vacuum. Next, 6 ml of sterile, aqueous 250 mM (1000 mOsM) Na~3~ \[1-(2\'-B~10~H~9~)-2-NH~3~B~10~H~8~\] (TAC), which had been adjusted to pH seven via the addition of 1 M HCl, was added to the vacuum-dried lipid mixture. The mixture was vortexed then sonicated for 30 minutes at 65°C using a Sonics & Materials Vibracell and a 1/8" standard tapered microtip probe. Following sonication, the liposome mixture was purified from unincorporated materials via size-exclusion chromatography using Sephadex G-25 (medium) filtration with phosphate buffered lactose (9% w/v lactose, five mM phosphate, pH 7.4) as the eluting buffer solution. The collected and combined liposome suspension was then filtered and sterilized by passage through two 0.2 μm Corning syringe filters directly into an autoclave-sterilized, sealed serum bottle. Particle sizing was achieved utilizing a Zetatrac particle analyzer from Microtrac, Inc. (Montgomeryville, PA) \[[@pone.0222022.ref044], [@pone.0222022.ref045]\].

Cell culture, tumor induction, and experimental design {#sec010}
------------------------------------------------------

We obtained EMT6 cells from American Type Culture Collection (ATCC) and cultured in DMEM medium supplemented with 10% FBS as recommended by ATCC. TrypLE buffer (Life Technologies) was used to dissociate cells in log phase, DMEM + 10% FBS was added to stop TrypLE reaction. The cells were pelleted down using accuspin 3R centrifuge (Fisher Scientific) at 323 × *g* for 8 min at room temperature, followed by resuspension of cell pellet in 1X phosphate buffered saline (PBS). Cells number was counted using an Automatic Cell Counter (Life Technologies). For tumor induction, one million EMT6 cells (1 × 10^**6**^ cells/mouse) per mouse were inoculated into female BALB/c (n = 5/set) mice's right flank. The mice were typically weighed around 20 ± 1 g for all the studies listed in this manuscript as described previously \[[@pone.0222022.ref011]\].

Quantitative analysis of boron distribution in mice tissues using ICP-OES {#sec011}
-------------------------------------------------------------------------

BALB/c mice (n = 5/time point) were implanted with EMT-6 tumors in the right flank of these mice. When the tumor size reached the desired size, the mice were injected with TAC/MAC liposomes either intravenous or directly into tumors for indicated time points. The injected dose of liposomes contained the boron at concentration of 350 μg or 17.5 μg 10B/gram of body mass. The mice were then euthanized by first anaesthetizing with cocktail of 10 mg/kg xylazine and 80 mg/kg ketamine followed by cervical dislocation. We collected tissue samples (blood and tumor) in clean, and dry tubes following intravenous or direct injections. Optima-grade nitric acid (1 ml) was added to the blood and tumor samples and allowed to sit followed by shaking. Also, 100 μl of scandium (200μg/ml) was added to each pressure vessel to serve as a standard for all samples. We used CEM Mar microwave for tissue digestion followed by measurement of tube weight after sample dilution. The samples were transferred to appropriately labeled 50-mL conical tubes and analyzed by ICP. Plasma was used as the source of light to excite the samples. The light intensities of calibrants were used to calculate the sample boron concentration. The calibrants (7 ml each) and a blank were placed in the auto-sampler and analyzed. We used a blank between each sample analysis, and a spiked solution was used approximately every four samples to ensure proper instrument function.

Time kinetics for biodistribution studies {#sec012}
-----------------------------------------

The biodistribution studies BALB/c mice (n = 5/set) were implanted with EMT-6 tumor cells. The mice were injected with boron-rich liposomes for different time points either systemically or direct tumor injections. The mice euthanized and tumors and blood were harvested and analyzed for boron conc by ICP-OES. Boron levels in tumor tissue following systemic delivery of boron-rich liposomes peaked in 54 h. At 54 h, boron concentration in the tumors was 67.8 μg ^10^B per gram tumor, and the tumor/blood boron ratio was 10:1. As clearance of boron from blood proceeded more rapidly than loss from tumors, the tumor/blood ratio continued to increase till 54 hrs. We used 54 hrs as an optimum time point for irradiation.

Study of tumor necrosis {#sec013}
-----------------------

The BALB/c mice (n = 5/set) were injected with EMT-6 cells at a density of 1X10^6^ per mouse and allowed to grow to tumors of different sizes (80 mg-400 mg). Tumors harvested following euthanization as described above. The tumors were then incubated overnight in 4% paraformaldehyde and then washed with 1X PBS. The tumors were incubated in a 30% sucrose solution at 4°C overnight before being washed in a solution of 30% sucrose in distilled water. The tumors were then frozen in tissue-freezing medium (TFM) and sectioned in 10-μm-thick slices. The sections were then stained with EtBRIII and observed using a confocal microscope at a wavelength of 600 nm, and images taken of the sections.

CD31 staining of the tumor section {#sec014}
----------------------------------

BALB/c mice (n = 5/set) were implanted with EMT-6 tumor cells in the right flank. Tumors were allowed to grow to indicated sizes and sectioned as described above and previously \[[@pone.0222022.ref046]\]. Briefly, the tumor sections were stained with anti-mouse CD31-FITC overnight at 4°C. The sections were then washed with 1X PBS and observed under a confocal microscope at an excitation wavelength of 488 nm, and images taken of the sections \[[@pone.0222022.ref047]\].

Neutron irradiation {#sec015}
-------------------

BALB/c mice (n = 5/set) were implanted with EMT-6 cells in the right flank. When tumors were 80- to the 150-mm^3^ in volume, ^10^B-enriched boronated liposome suspensions were administered to the mice either via tail-vein or direct tumor injections. The mice were administered intraperitoneally (i.p.) with cocktails of 10mg/kg xylazine and 80mg/ml of ketamine, and Cu/Au flux wires were implanted on the left and right thorax of each mouse before irradiation. ^6^LiCO~3~ was used to shield the head, thorax, and cranial abdomen of the mice during irradiation to avoid possible complications which also helped in improving the specificity of the treatment. Once the mice were placed in positioning gallantry, the gallantry was introduced in the irradiation chamber and irradiated for 30--45 mins. A camera was set to monitor the discomfort in the mice during irradiation. Mice were taken out of the irradiation chamber and allowed to recover from anesthesia followed by a collection of the Cu/Au wires from the irradiated mice. The dose of irradiation was calculated as described ealeir \[[@pone.0222022.ref044], [@pone.0222022.ref045]\]

Therapeutic effect studies {#sec016}
--------------------------

The effect of BNCT was determined based on tumor volume changes during the course of the study. The control group was not administered with the boron while receiving the same amount of irradiation as the boron group. Calipers were used to measure the tumor volumes during the course of the study. Mice were euthanized when tumor volume reached 2000 mm^**3**^, or the mice showed visible discomfort in moving and accessing the food and water *\[[@pone.0222022.ref044], [@pone.0222022.ref045]\]*. For effective BNCT mediated effects on tumors the total thermal (0--0.414 eV) neutron fluence must be at least 1 × 10^**12**^ neutrons/cm^**2**^. A 30--45 min exposure to the University of Missouri Research Reactor neutron beam provides a total thermal neutron fluence of 1.6--2,4 × 10^**12**^ which was sufficient to produce desired therapeutic effects on EMT-6 tumors. Boron dose and irradiation dose are calculated in [Table 1](#pone.0222022.t001){ref-type="table"}.

10.1371/journal.pone.0222022.t001

![](pone.0222022.t001){#pone.0222022.t001g}

  Initial injected dose          Observed dose (Tumor)   Irradiation dose (Gy) (Tumor)   Time of Irradiation (mins)
  ------------------------------ ----------------------- ------------------------------- ----------------------------
  17.6 ug ^10^B/gram body mass   3μg/g body mass         7.75                            30
  35.2 μg ^10^B/gram body mass   6μg/g body mass         15.50                           30
  17.6 μg ^10^B/gram body mass   3μg/g body mass         11.625                          45
  35.2 ^10^B/gram body mass      6μg/g body mass         23.250                          45
  8.8 ug ^10^B/gram body mass    3μg/g body mass         3.875                           30
  8.8 ug ^10^B/gram body mass    3μg/g body mass         5.8125                          45

***Initial Injected dose***- Dose of boron injected in the mice, ***Observed dose-***Boron amount in tumors as measured by ICP-OES (3 μg/gram = 3ppm (parts per million) for the mice of 20 gram makes it 60 ppm) ***Irradiation dose-*** Absorbed physical dose for boron capture was 12.9 cGy/ppm in tissues, so for 60 ppm of boron in tumor tissue the physical or irradiation dose was 12.9X60 = 774 cGy or ∼ 7.75 Gy.

PBMCs count {#sec017}
-----------

The BALB/c mice (n = 5) injected with TAC/MAC liposomes for 48 hrs were either irradiated or left non-irradiated. Followed by a collection of blood through the heart puncture in a heparinized tube to prevent blood clotting. We isolated PBMCs by gradient centrifugation on Histopaque (Sigma, St Louis, MO) solution. The automatic cell counter was used to determine the PMBCs in blood collected from both irradiated and non-irradiated mice.

Quantitation of cytokines in PBMCs following irradiation {#sec018}
--------------------------------------------------------

Total RNA was prepared from PBMCs isolated from above mice using the RNeasy mini kit (Qiagen). cDNA was made using the High Capacity cDNA Kit (Applied Biosystems), and PCR amplification of cDNA was performed using the Taqman probe-based gene expression assay (Applied Biosystems) as previously described. The probes for IL-12 (Mm01288989_m1) and IL-10 (Mm00439614_m1) were used to determine the PBMCs polarization status \[[@pone.0222022.ref048]\].

Caspase activity in tumors following irradiation {#sec019}
------------------------------------------------

EMT-6 tumors were grown in four sets of BALB/c mice (n = 5/set) which either received direct tumor injection or tail vein injection for otpimum time point of 54 hrs when tumors reached the size of 100-150mg. Boron distribution in tumor and blood was done by ICP-OES in two sets of mice (direct tumor or tail vein injection). Other two sets (direct tumor tail vein injection) were irradiated as described previously. The tumors were then incubated overnight in 4% paraformaldehyde and then washed with 1X PBS, followed by incubation in a 30% sucrose solution at 4°C overnight before being washed in a solution of 30% sucrose in distilled water. The tumors were then frozen in tissue-freezing medium (TFM) and sectioned into 10-μm-thick slices. The sections were then stained with EtBRIII and observed using a confocal microscope at a wavelength of 600 nm, and images taken of the sections \[[@pone.0222022.ref049]\].
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